RESEARCH NOTES

Brescia, V. T. Tymsine transport in Neumspom.
Uptake of tymsim by Neurospom conidia was studied using '4C tyrosine in the manner described by De&k and DeBusk ( 1965 B&him. Biophys. Actn 104: 139) for phenylalanine. Conidiol suspensions which consistently gave 0.19 -0.28 mg dry weight of conidia per 5 ml sample were prepared by adjusting 00397 to 0.9-0.95 (B and L Spectmnic 20). The usual conditions were a temperature of 30X and tyrosine concentration of I pmole per 25 ml (4 x IO-5M) reaction mixture (Vogel's minimal +cells). The optimum tempemhlre was later found to be between 31-33OC and the pH optimum 5.8.
Incubation at 45°C for 20 minutes did not iractivate the tmnylort system -os little as 2 minutes ot 50" did temporarily inactivate (uptake less than 70% of control at 20 minutes). Recovery occurred in cells held ot 30' for 30 minutes following 50" heat inactivation. Concentrations from 0.2 pmale/25ml to 3.2pmole/25 ml go ve increasing initial rates of uptake; no increase was observed above 5 Pmole/25 ml. A reciprocal plot of initial uptake VI tymsine concentration (Lineweaver-Burke) gave a straight line. By extrapolation, the Km was estimated at 1.2-l .B x IO-TM in th ree experiments. After 50 minutes uptake, the amount of label chromotographically identical with +yrosine that can be extracted with 5% TCA at room temperature in IO minutes is at least 30 x the external concentration.
Glucose (final cont. 1%) added to an actively transporting system will inhibit further honsport within 6 minutes and will continue inhibiting for at least 15 minutes, after which transport is resumed, apparently at the same rate. Sodium aide and 2,4-dinitmphenol at low3 M restrict transport to about 10% of the contml. With azide, at least the inhibition is almost instantaneous. A variety of compounds were tested at concentrations 25 x that of tymsine for their effects on uptake of 14C L-tyrosine at a concentration of 4 x IO-5 M.
Shik' umtc acid and p.ro-hydmxyphenylpyluvote. among others, had M effect whereas L-tryptophon and L-phenylalanine reduced uptake to 20% or less of control. Since 011 of the &we-mentioned compounds con supplement appropriate mutants, they must be capable of entering the cell. Therefore, the lack of effect of shikimic acid and para-hydroxyphenylpyruv.te must reflect C I stereospecificity of the tyrosine trampert system. This is further demonstrated by the fact that D-tyrosine reduces uptake to 87% of control, whereas an equivalent amount of '2C L-tyrosine reduces it to 25% of control. Since the first report of ureose mutants in Neurospom crosso, mentioned above, it has been established that there ore two -sepurote loci for this chomcter (Kblmork 1968, this issue of Newospom Newsl. ). These loci ore referred to or we-l and "w-2. The original isolation nur&rs on for future use maintained os ollelic designations, (9) and (41) : 192) . after which it can be cultured on agar slantsor in liquid medium. ReguxrVogel's medium supplemented with 2% soluble starch, 0.75% yeost extract and 0.759b nutrient broth, is good for both agar and liquid media; the mutant grows well when supplemented with 2 % sucrose, but during the first 48 hours of incubation it produces hyphlets which later "shed" their wall-l'k I e material before assuming the slime appearance. Preliminary analyses of this wall-like material indicate that it lacksamino sugar and galactose polymers, i.~., it pmbbly is a glucose polymer of El.3 gluccm.
When grown on egar slants the mvtantt grow as blobs resembling bacterial colonies, but with little or no interml cornpartmentalization. The entire "colony" is surrounded by a membrane. When the membrane is broken the cytoplasm flows out onto the oga forming small sphericles from 10-90~in diameter, resembling in every way the rphcricles seen in growth in liquid shake cultures. We have seen no evidence for the tendency of these sphericles to "divide"; rather, we conclude that the agitation by rhoking is reqxmsible for the increorc of rphericles. The best way to maintain the cultures for long periods of time is in hetemcaryons; however, for shorter dumtions the mutants con be maintained on ogar slants at room temperature if they are tmnsferred every 7-14 days. In liquid culture, the mutants begin logarithmic growth after 12-18 hours, reach stationary phase after 48-72 hours, and die after 96 hours. However, after 72 hours most of the sphericles have ruptured, leaving either membrane fragments or hollow spheres.
To grow II in bulk, the trick is to find an optimum liquid volume-agitation ratio. We have been unsuccessful in our attempts to grow sl in &ge carboys under forcedaeration, but we have not exhausted all of the environmenlnl combinations. However, we kne 6een successful in growing relatively large quantities in liter Erlenmeyer flasks on a rotating shaker. Seed cultures are maintained by tmnsfer every 48 hours into 50 ml medium in 250 ml Erlenmeyer flasks. These flasks are incubated at 3O'C on a reciprocal shaker (90 strokes per minutes). Our interest in sl developed following great difficulty in isolating membrane-enzyme complexes, viz., aqxvtate transc.+comylase, from wild type Ne~rosporo. After denmnstmting the existence of wch o complex in sl, it become obviws that sl could be used tco isolate enzyme aggregates of various mrts, and also to isolate plasma membmm. We-have succeeded in isolati;g pIa-membrane and in comparing the ~"structvml" pmtein with mitochmndrial structural protein and have found them (0 be identical (II judged by amino acid compaition and palyacrylamide gel electmphoresis patterns. We are 010~ using < to study membrane formation. Table- The order indicated is thi-I, m-e-63-9, but it is pmbctble that mat and me-6 is aIlelic.--------me-7 and me-9. Methionine independent recombinantc have been isolated from crosses of me-7 (NM73) by me-9 (NM43t) anmssifiemh respect to flanking markers (thiamine-3 and white collar). The methioninxci are very cl-linked in the order thi-3, me-7, "e-9, WC.
&(T156). c s-9 is located between CT (trip) and thi-I (thiamine-l) in lln age group IR (see
---- Table I . Linkage data on random segregunts from crosses involving cys-9 or cyr-12.
Zygo Fewer e than ~'germinants were obtained from crosses involving all but two of the tmnslocatian strains (AR17 and NMIOP).
NM150 and NM161 were "marphs" and NM141 and NM170 were "peach", but progeny with these phenotypes ore considered as wild types for the purposes of Table 1 
